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DECLARATION UNDER 37 C.F.R. § 1.131 



We, the undersigned, do hereby declare as follows: 

1 . We are the co-inventors of the claims of the above-identified patent appUcation. 

2. The invention as defined in claims 1-12, 14-17, and 38 was conceived of and actually 
reduced to practice prior to January 6, 2003. The invention as defined in claims 13, 18-20, and 48- 

50 was conceived of and actually reduced to practice prior to July 7, 2003. 

3 . Evidence of our conception and reduction to practice of the invention as defined in claims 1 - 
20, 38, and 48-50 is provided in the form of experimental data fi-om the laboratory notebook of 
Nariyoshi Shinomiya, one of the named inventors (attached hereto as Exhibit Al-AlO). More 
specifically, these laboratory notebooks show our development of an RNAi molecule directed to c- 
met: 

a) in the cancer cell lines DU-145, SK-LMS-1, DA3, and Ml 14 (Exhibit Al); 

b) using siRNA expression vector pSilencer 1 .0-U6 for human c-met (Exhibit A2 and A4); 

c) targeting human c-met sequence 221, the target of SEQ ID No. 15 (Exhibit A3); 

d) using pShuttle vector (Exhibit A5); 
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e) using an Ad5 viral vector (Exhibit A6 and A9); 

f) using a stable transformant (Exhibit A7 and A8); and 

g) in DBTRG glioblastoma cells (Exhibit AlO). 

4. The documents attached as Exhibit Al -Al 0 were prepared contemporaneously with our 
conception and reduction to practice. 

5. The acts referred to in the preceding paragraphs occurred in the United States. 

6. The undersigned hereby declares that all statements made herein of his own knowledge are 
true and that all statements made on information and belief are beUeved to be true; and further, that 
these statements were made with the knowledge that willful false statements and the like so made 
are punishable by fine or imprisonment or both, under Sections 1001 of Title 18 of the United States 
Code and that such willfiil false statements may jeopardize the validity of the application or any 
patent issuing thereon. 
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sIRNA hairpin template sequences for human c-met RNAi 

A. Criteria of Sequence Selection 

1. 21mer that storfe with AA 

2. 6C content between 45-55% 

3. No more than three consecutive T or G nudeoSdes can be present anywhere in the hairpin 
template sequences 

4. The targeted region is selected from a given cDNA sequence beginning 50 tolOO nt downstream 
of the start codon. (5' or 3' UTRs and regions nearby the start codon are avoided, as these may 
be richer in regulatory protein binding sites. UtR-binding proteins and/or translation initiation 
complexes may interfere with binding of the sIRNP or RISC endonuclease complex.) 

5. Blasted selected sequences against Genbank 

6. Nucleotide cross-match (no more than 17, much less would be better) 

7. Start with AAg (for cloning Into pSilencer 1.0^U6 vector system; RNA transcription begin with G, 
but according to the company's information a +1 G is not required.) 

8. A pair of template sequences is as follows: 

Sense Loop Antisense 
Template 1: 5'-N(19)-TTCAAGAGA-N(19)-TTmT-3' (53mer) 
Template 2: 3'-CCGG-N(19)-AAGTTCTCr"N(19)-AAAAAATTAA-5' (61mer) 
Apal EcoRI 

Tssrgst s;sHUfj;?K4;4#« AAGACCTTCAGAACSGTTGCrG 
SlMJMtcn (in new window) 
Position tn gene sequence: 415 
GC content: 47.6% 

slRNA Sense strand: GAGCTTCAGAAGGTrGCTGrr 
: siRNA Anbsen^ strand: CAGCAACGTCTGAAGGTCrr 
#16-1: 5'-GACCTrCAGAAGGTTGCTG-TTCAAGAGA-Q\GC7^CCrrCTGM 1 11 1 i-S' 
#16-2:3'-CCX3G-CTGGAAGTCTTCCAACGAC-AAGfTatT-GTCGTrGGAAGAa^ 
#16-2: 5'-AATrAAAAAA-GACCrTCAGAAGGrrGCTG-TCTCTTGAA-<:AGCAACCTTCTGAAGGTC^ 

twg^t mqmnc&Q AAGCCAGATTCTGCCGAACCA 
§l§^§lSb (in new window) 
Position in gene sequence: 1236 
GC OJntent: 52.4% 

sIRNA Sense strand: GCCAGATTCTGCCGAACCATT 
SiRNA Antisense strand: TGGTTCGGCAGAATCTGGCTT 

#62-1 : S'-GCCAGATTCTGCCGAACCA-TrCAAGAGA-TGGTTCGGCAGAAiaGGC-! I ! fTT-B' 
#62-2: 3'<CGG<G6TCTAAGACGGaTGGT-AAGTTCTCT-Aa:MGCCGrCrrAGACCG-AAAAAATrAA-5' 
#62-2: S'-AATTAAAAAA-GCCAGATrcrGCCGAACCA-TaClTGAA-TGGTreGGCAGAATCrGGC- GGCC-3' 

X' Tsff^it 76s AAGCSaSCCGTGATGAATATC 

Biiij;; liv.^^if-;!'; (in new window) 
Position In gene sequence: 1417 
GC co.ntent; 52.4% 

SiRNA Sense strand: GCGCGCCGTGATGAATATCTT 
SiRNA Antisense strand; GATATTCATCACGGCGCGCTT 

^76-1: 5'-GCGCGCCGTGATGAATATC'TTCAAGAGA-GATATTCATCACGGCGCGC-TTTTTT-3' 
#76-2: S'-CCGG-CGCGCGGCAaACTTATAG-AAGTTCrCT-CTATAAGTAGTGCCGCGCG-AAAAAATTAA-S' 
i!f 76-2: S''AATTAAMAA-GCGCGCCGTGATGAATATC-TCTCrTGAA-GATATrCATCAa3GCGCGC- GGCX-S' 

T-vge? SsM^iSS>KS '-^ax) AAGTGCAGrATCCTCTGACAG 
8[MU:5?j:-'-\!} (in new window) 
Position in gene sequence; 3310 
GC content: 47.6% 

SiRNA Sense st/snd: GTGCAGTATCCTCrGACAGrT 
SiRNA todsense strand: CrGTCAGAGGATACTGCACTT 

# 22M : S'-GlGOSiGTATCCTCTGACAG-TrCAAGAGA-CrGTCAGAGGATACTGCAC -l 111 8 1- 3' 
#221-2: 3'-CCGG-CACGTC^TAGGAGACTGTC-AAGTtCrrCT-GACAGTCTCCrAT6Aa3T6-AA^^ 
#221-2: S'-AATTAAAAAA-GTGCAGTATCCTCTGACAG-TCrCTTGAA-CTGTCAGAGGATACTGCAC- GGCC-3' 
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Ligation reaction (brief protocol) 



a. Stick-ends (Cohesive Ends} Ligation 

1. To an eppendorf tube add the following: 

5x ligase reactton buffer 4 yL 
vector DNA 3-30 fmol (2.5-25 ng) 

insert DNA 9-90 fmol (7.5-75 ng) 

(total DNA 0.01-0.1 Mg) 

autoclaved distilled water to 19 |xL 

T4 DNA (riqasg iMRitfinlnU 

Rnal volume 20 |iL 

2. Mix gently. Centrifuge to bring the contents to the bottom of the tube. 

3. Incubate at 23X. to 26"C for at least 5 min (30 min would be better). 

4. Add 1 jiL of 0.5 M EDTA to inactivate the enzyme. 

5. Store the reaction at 4°C 

6. Dilute an aliquot of the ligation reaction five-fold in autoclaved distilled water and use it 

to transform competent cells. 

b. Bimt mds Ligation 

i. To an eppendorf tube add the fofiowing: 
5x Ifgase reaction buffer 4 jxL 
vector DNA 15-60 fmol (25-250 ng) 

Insert DNA 45-180 ftnoi (75-750 ng) 

(total DNA 0.1-1.0 pg) 

autoclaved distilled water to 19 

T4 PNA Imse l..MOl.t..aD..lijU 

Rnal volume 20 
Mix gently. Centrifuge to bring the contents to the bottom of the tube. 
Incubate at I4X for 16-24 hr. 
Add 1 uL of Q.5 M EDTA to inactivate the enzyme. 

5, Store the reaction at 4®C> 

6. Dilute an aiiquot of the ligation reacbon five-foid in autodaved distilled water and use it 

to transform competent oe\\s. 
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Design (restrietion enzyme digestion ft iigation) 

a. Murine c-met siRNA 

pShuttle (vector): Xbal/Hindlll double digestion -> gel purification 
mU6pro (insert): Hindin/Xbal double digestion -> gel purification 

Xbal = REact 2, 37°C, 1 hr 
Hindm = REact 2, 37°C, 1 hr 

*stick ends ligation (direction of the insert is reverse) 

b. Human c-metsiRNA 

pShuttle (vecbsr): Kpnl digestion -> phenol ractracdon/ethanoi precipitation 

EcoRV digestion ~> gel purification 
pSiiencer (insert): KpnI/Smal double digestion (30°C then 37°Q -> gel purificaUon 

Kpnl = REact 4, src, Ihr 

Smal = Gene Choice buffer 4 («REact 4), 3i)?Q 1 hr 

EcoRV = Gene Choice buffer 2 (=REact 2), 3r'C, 1 hr 

*biunt ends iigation (the sanrte direction) 
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